Diabetes mellitus (DM) is a metabolic disease that is increasing worldwide. Furthermore, it is associated with the deregulation of vascular-related functions, which can develop into major complications among DM patients. Endothelial colony forming cells (ECFCs) have the potential to bring about medical repairs because of their post-natal angiogenic activities; however, such activities are impaired by high glucose-(HG) and the DM-associated conditions. Far-infrared radiation (FIR) transfers energy as heat that is perceived by the thermoreceptors in human skin. Several studies have revealed that FIR improves vascular endothelial functioning and boost angiogenesis. FIR has been used as anti-inflammatory therapy and as a clinical treatment for peripheral circulation improvement. In addition to vascular repair, there is increasing evidence to show that FIR can be applied to a variety of diseases, including cardiovascular disorders, hypertension and arthritis. Yet mechanism of action of FIR and the biomarkers that indicate FIR effects remain unclear. MicroRNA-134 (miR-134-5p) was identified by small RNA sequencing as being increased in high glucose (HG) treated dfECFCs (HGdfECFCs). Highly expressed miR-134 was also validated in dmECFCs by RT-qPCR and it is associated with impaired angiogenic activities of ECFCs. The functioning of ECFCs is improved by FIR treatment and this occurs via a reduction in the level of miR-134 and an increase in the NRIP1 transcript, a direct target of miR-134. Using a mouse ischemic hindlimb model, the recovery of impaired blood flow in the presence of HG-dfECFCs was improved by FIR pretreatment and this enhanced functionality was decreased when there was miR-134 overexpression in the FIR pretreated HG-dfECFCs. In conclusion, our results reveal that the PLOS ONE |
Introduction
Diabetes mellitus (DM) is one of a group of chronic metabolic disorders that are characterized by inappropriate hyperglycemia and it has been estimated that the disease will affect 7.8% of the world adult population by 2030 [1] . The predominant form of diabetes is type 2 (T2D), which is accounts for nearly to 90% of cases, with the other 10% consisting of type 1 diabetes and gestational diabetes (GDM). In addition to hyperglycemia, the presence of high glucose impaired blood vessels and aberrant angiogenesis that contribute to many of the clinical manifestations of diabetes and are important caused of mortality among DM patients [2] . Thus it is important to identify protective approaches and therapeutic strategies that minimize the complications of DM.
Endothelial colony forming cells (ECFCs, also called late outgrowth endothelial cells, OECs) are circulating endothelial cells that express endothelial lineage surface antigens such as platelet/endothelial cell adhesion molecule 1 (PECAM1), cadherin 5 type 2 (vascular endothelium) (CDH5, also called VE-cadherin), kinase inset domain receptor (KDR, also called VEGFR2) and hematopoietic stem cell marker (CD34), but lack hematopoietic lineage markers (CD14 and CD45) [3, 4] . ECFCs are potential tissue engineering materials because they show significant proliferation and de novo tubulogenic ability [5] . ECFCs are capable of being incorporated into the resident vasculature directly and consequently help recovery of damaged vascular regions in in vivo ischemia models [3, [6] [7] [8] . ECFCs after high glucose treatment or isolated from GDM pregnancies show a slower cell proliferation rate, impaired cell migration ability and poorer tube formation ability [9, 10] . An investigation into the molecular mechanisms at work in ECFCs from a diabetic environment or when grown in high glucose conditions should aid our understanding of how to bring about therapeutic improvements in angiogenesis.
MicroRNAs (miRNAs) are small non-coding RNA molecules that are 21~23 nucleotides in length and are crucial for posttranscriptional gene regulation [11] . miRNAs mediate a wide range of cellular processes by inhibiting their targets through either translational repression or mRNA degradation. Dysregulation of miRNAs has been observed to be associated with a range of human pathologies including cancer, neurodegeneration and vascular diseases [12] [13] [14] [15] . miRNAs are able to target pro-angiogenic or anti-angiogenic factors that play critical roles in controlling angiogenesis. In DM, several miRNAs have been identified as being involved in the regulation of pancreatic beta-cells; they do this by modulating cell growth, by controlling insulin biosynthesis and secretion, or by targeting tissues on which insulin acts, including liver, muscles and adipocytes [16] . Microvascular and macrovascular complications, which are characteristics of blood vessel damage and ischemic events, are the major complications in diabetic patients. miRNAs are dysregulated during the process of tissue hypoxia and manipulating these miRNAs improves postischemic revascularization. In mouse myocardial infarction model, intramyocardially injection of miR-210 precursor improves vascularization [17] . miR-100 is downregulated after femoral artery occlusion and inhibition of miR-100 restores perfusion in hindlimb ischemic region in vivo [18] . In this study, we evaluate the effect of miRNA in ECFC mediated restoration of blood flow perfusion using mouse hindlimb ischemia model. However, the regulatory mechanisms of miRNAs within DM and the consequent effects to ECFCs remain largely unclear.
Far infrared radiation (FIR) is an invisible form of electromagnetic energy that has a wavelength that is longer than visible light. There are three main techniques can be used for FIR radiation delivery, namely FIR saunas, FIR ray devices and FIR emitting ceramics and fabrics [19] . FIR is a promising treatment strategy for a number of medical conditions, such as improvement of sleep [20] , inhibition of chronic pain [21] . FIR has also been shown to improve endothelial function, peripheral arterial disease and coronary artery-related ischemia [22] [23] [24] [25] [26] . In addition, FIR treatment promotes blood flow recovery after ischemia surgery in streptozotocin-induced diabetic mice. However, whether FIR improves the functional properties of ECFC among DM patients by allowing the repair of ischemia region and whether miRNAs contribute to FIR mediated restoration of blood flow remain largely unknown.
In this study, we investigated the role of miRNAs in impairing the functional abilities of ECFC under DM and high glucose (HG) condition and the decreased angiogenic activities can be reversed by FIR. Our results provide insights into the miRNA regulation that underlies the FIR treatment of HG-dfECFCs, and also reveals a new clue that how the FIR effect promotes HG-dfECFC activity during recovery from ischemic situation. 
Materials and Methods

Ethics statement
Isolation of peripheral blood ECFCs from DM patients and disease-free donors
ECFCs were collected from the peripheral blood samples of disease-free (DF) subjects or DM patients and were isolated by density centrifugation using Histopaque-1077 (1.077 g/ml, Sigma, St. Louis, MO, USA). Isolated mononuclear cells (MNCs) were cultured in fibronectin-coated plates with Endothelial Growth Medium-2 (EGM-2; Lonza Ltd) containing complete supplement (Hydrocortisone, IGF-1, hEGF, hVEGF, hFGF2, ascorbic acid, GA-1000, heparin and 2% FBS). After 4-5 days of cultivation, the unattached cells were removed and the culture medium was refreshed. At 2-3 weeks, the attached ECFCs had a cobblestone-shaped appearance with a monolayer growth pattern. These ECFCs expressed both endothelial and hematopoietic stem cell surface markers as described earlier [3, 4, 27] . The ECFCs used in our experiments were from passage 2 to passage 6 in order to avoid any aging or senescence issues. In order to imitate the physiological DM condition, ECFCs were treated with 0.5M D-glucose stock solution in EGM-2 to the final concentration at 25 mM to form the high glucose (HG) group, which mimics hyperglycemia. Similarly, ECFCs were cultured in EBM-2 containing 2% FBS to form the low growth factor (LGF) group. In addition, ECFCs were cultured in LGF combined with 25 mM D-glucose (HG/LGF) to mimic advanced DM when hyperglycemia is accompanied by ischemia-induced tissue starvation. Finally, ECFCs were treated with D-mannitol to form the osmotic control group. The concentration of 25 mM D-glucose used for treatment is equivalent to the 450 mg/dl in human blood and this mimics that situation in type II DM patients [28] .
Isolation of human umbilical vein endothelial cells (HUVECs)
The umbilical cord vein perfused and digested with collagenase for 30 minutes at 37°C. DMEM with 10% FBS was used to drain out the endothelial cells from the lumen of the vein and these were then centrifuged. The cells were cultured in fibronectin-coated flasks with M199 medium containing 20% FBS, 5 μg/ml heparin, and 100 μg/ml ECGs. After 6 hours, the HUVECs had attached and the medium was replaced by EGM-2 (Lonza Ltd).
Quantitative RT-PCR
RNA from cell lysates and plasma were extracted using Trizol1 and Trizol1 LS reagent (Life Technologies) respectively, according to the manufacturer's instructions [29] . For detection of miRNA expression, the expression levels of specific miRNAs were detected using the stemloop strategy described in a previous study [30] . The specific primers for each miRNAs are listed in S1 Table. In order to measure gene expression, cDNA was synthesized using a RevertAid First Strand cDNA Synthesis Kit (Thermo Scientific). All the specific products of the miRNAs and genes were detected using Maxima™ SYBR Green qPCR Master Mix (Thermo Scientific) on a StepOne™ sequence detector (Applied Biosystems, USA). The miRNA expression levels from the ECFCs and plasma were normalized against U48 and miR-16, respectively [27, 31] . The mRNA expression levels were normalized against average GAPDH level.
Gene and miRNA overexpression/knockdown
In order to overexpress various miRNAs, the precursor sequences of the miRNAs were cloned into lentiviral expression plasmids using the primer pairs listed in S2 Table. For NRIP1 knockdown, the shRNA was obtained from the National RNAi Core Facility in Academia Sinica, Taiwan. The plasmids for miRNA overexpression and NRIP1 knockdown were packaged into lentiviral particles using 293T cells and the protocol is briefly described below. A total of 2 μg pMDG, 2 μg pCMVDR8.91 and 3 μg Lenti-miRNA or shRNA plasmid were cotransfected into human embryonic kidneys (HEK)-293T cells using 14 μl Turbofect (Thermo Scientific™ Fermentas™, USA) regent. After 48 hours, the supernatant was collected and preserved at -80°C until further use. ECFCs seeded in 6-well plate with 80% confluency were used for supernatant infection and media were replaced with EGM2 containing complete supplements after 6 hours. The overexpression or knockdown efficiencies were evaluated 48 hrs post infection using qPCR.
To knock down miR-134 in ECFCs, commercial synthetic antagomir with chemical modification (2'-OMe-RNA backbone, first two and last four bases phosphorothioated, 3'-cholesterol tail) (RiboBio Co., Guangzhou, China) were added into culture medium at a final concentration of 50 nM at 70~80% cell confluence. The expression level of miR-134 was measured by qPCR after 48 hours.
Transwell cell migration assay, tube formation assay, cell proliferation assay and cell cycle analysis 
FACS analysis
ECFCs were suspended in PBS and 1 x 10 6 cells was used for antibodies staining for 30 minutes at 4°C. The antibodies used were as follow and according to the manufacturer's instructions: FITC-conjugated anti-CD34 (BD Pharmingen), FITC-conjugated anti-CD45 (Biolegend), PEconjugated anti-VEGFR2 (R&D system), FITC-conjugated anti-CD31 (Miltenyi Biotech) and FITC-conjugated anti-VE-cadherin (AbD serotec). The cells were filtered using a 40 μm cell strainer and transfer to a Falcon tube for FACSCanto (BD Pharmingen) analysis and the cell surface markers as expressed percentages were analyzed by FlowJo.
Far infrared radiation treatment
The cells were exposed to radiation from a WS TM TY301 FIR emitter (Far IR Medical Technology, Taipei, Taiwan). The wavelength of the light generated from the electrified ceramic plates ranged from 5 to 12 μm with a peak at 8.2 μm. The radiator was placed 30 cm above the bottom of the culture plates for the indicated times. The functional assays were preformed 24 hours after FIR treatment.
Small RNA sequencing (smRNA-seq) and data analysis
Total RNA was collected from one disease free ECFCs (dfECFC) and one high glucose treated dfECFCs (HG-dfECFCs). Small RNA fractions were sequenced using the Illumina GAIIx system (Illumina, San Diego, CA USA) following the manufacturer's standard procedure. Sequencing data were analyzed by a published in-house bioinformatics pipeline [32] . The pipeline was conducted to process mRNA contamination, to identify known miRNA quantification, and to carry out format conversion. The RPM (reads per mapped reads) value for each miRNA was calculated in order to score its expression abundance. SVMicrO (compgenomics. utsa.edu/svmicro.html) [33] and miRTar (mirtar.mbc.nctu.edu.tw/) were [34] were used for miRNA downstream targets prediction.
Reporter assays
In order to create the luciferase reporter plasmids by cloning, the putative miRNA-binding site was cloned into the XbaI site of the pGL3-Basic plasmid (Promega), while a mutated binding site was generated by OuickChange™ Site-Directed Mutagenesis Kit (Stratagene). The primers used are listed in S2 Table. For detection of luciferase intensities, miRNA and reporter plasmids were co-transfected into 293T cells using Turbofect reagent (Thermo Scientific™). Cell lysates were collected after 48 hours and their luciferase activities measured using a Dual-Luciferase Reporter Assay Kit (Promega). The luciferase activities were calculated based on the ratio of firefly luciferase to renilla luciferase activity and further normalized against the pGL3 vector control group.
The mouse ischemic hindlimb model and ECFCs transplantation
Nude mice at 8 to 10 weeks of age received right femoral artery excision surgery to induce unilateral hindlimb ischemia as previously described [35] . The mice were anesthetized by an intraperitoneal injection of Tribromoethanol (Avertin1) and the right femoral artery was excised.
Mice were arbitrarily arranged into four groups for different treatments: EGM2 medium, HGdfECFCs, FIR treated HG-dfECFCs and FIR treated HG-dfECFCs with miR-134 overexpression. ECFCs were pre-stained with PKH26 (Sigma-Aldrich) for 30 minutes and transplanted at 3 days after surgery. Next 2.5 × 10 5 ECFCs in 60 μl medium were injected intramuscularly at six different sites on the ischemic limb distal to the arterial occlusion site [36] . 
Immunofluorescence staining
Frozen section slides were treated with 200 ul of 3% H 2 O 2 for 15 minutes at room temperature and were blocked with 5% BSA in 0.2% PBST for 1 hr. Then, slides were washed with PBS for 5 minutes for 3 times with shacking. A α-mouse CD31 antibody (Santa Cruz) in 0.2% BSA-PBST was used for detection of capillary.
Statistical analyses
The results were statistically analyzed using the software SPSS v20. For experiments consist of two groups of samples, Mann-Whitney U test was used to evaluate the statistical significance. One-way ANOVA followed by Tukey's post-hoc test was applied to determine the significance among each group of all double manipulation assays and other experiments with more than two treatment groups. A p value that is lower than 0.05 was considered statistically significant.
Results
High glucose impairs the functioning of ECFCs
To investigate the functional activities of ECFCs in DM patients, we first isolated ECFCs from the peripheral blood of DM patients (dmECFCs) or disease-free subjects (dfECFCs). These two types of ECFCs both had a cobblestone-like morphology that was similar to mature endothelial cells [3, 4] (Fig 1A) . Using flow cytometry analysis, both dm-and df-ECFCs expressed the precursor marker CD34 and endothelial markers, PECAM1, VE-cadherin and VEGFR2, but lacked hematopoietic lineage marker CD45 (S1A Fig). To assess their functioning, we compared the Transwell migration and tube formation ability of dmECFCs to df-ECFCs and found that dmECFCs showed 80% and 30% reduction in cell motility and the formation of microvasculature structure, respectively (Fig 1B) . dmECFCs also proliferated 30% slower than that of dfECFCs on day 3 and this difference had further increased to 55% on day 6, as measured by MTT assay (Fig 1C) . In order to explore whether the impaired functioning of ECFCs was caused by high glucose, the isolated dfECFCs were treated for 72 hours with high glucose (HG) alone to mimic the hyperglycemia found in DM patients, or HG combined with low growth factor (LGF) conditions (HG/LGF) to mimic the poorest progression of DM patients. dfECFCs were also treated with D-mannitol (NG) and LGF used as control group for the HG and HG/LGF group, respectively. [28] . The morphologies (Fig 1D) and the expressed surface markers (S1B Fig) of all 4 groups of treated cells remained similar. Comparing to the NG and LGF groups, the HG and HG/LGF groups showed 35% and 40% decreases in cell migration, and also 63% and 74% reductions in tube formation ability, respectively (Fig 1E) . Using the MTT assay, the HG and HG/LGF groups had a slower cell proliferation rate on day 5, with reductions of 23% and 45%, respectively (Fig 1F) . However, a similar cell cycle patterns for these groups was found using flow cytometry, which indicates that the decreased cell proliferation was not due to cell cycle arrest (S2A Small RNA sequencing analysis identified a set of miRNAs that were increased in HG-dfECFCs
In order to explore the mechanisms that HG reduces the angiogenic related activities of ECFCs, we focused on the differences in miRNA expression patterns between HG-dfECFCs and dfECFCs using small RNA sequencing; our results were analyzed using our in-house bioinformatics pipeline [32] . We hypothesized that a set of miRNAs induced by HG hampered the functioning of dfECFCs. In summary, 448 known miRNAs were found to be differentially expressed between HG-dfECFCs and dfECFCs, with 281 and 167 miRNAs being more abundant in HG-dfECFCs and dfECFCs, respectively (> 2 fold; Fig 2A) . The top ten HG-enriched miRNAs are shown as a bubble chart (Fig 2B and Table 1 ). We validated these miRNA expression levels using four DF subjects' ECFCs incubated under NG and HG condition and found that miR-370, miR-183-5p and miR-134 were increased under the HG condition compared to the NG treatment condition (Fig 2C) , whereas the other seven miRNAs showed no statistically significant change (S3 Fig). Only miR-370 and miR-134 were used for further experiments because these two miRNAs were found to be more abundant in dmECFCs compared to dfECFCs (Fig 2D) .
miR-134 regulates ECFC motility and microvasculature formation ability
We next investigated the angiogenic functioning of miR-370 and miR-134 in dfECFCs. After overexpression of these two miRNAs in dfECFCs, miR-370 and miR-134 were 11-fold and Scale bar: 50 μm (C) Cell proliferation rates of dfECFCs and dmECFCs measured using the MTT assay. ** p < 0.01, *** p < 0.001 by Mann-Whitney U test. n = 3 independent experiments. (D) Cell morphology of dfECFCs treated with normal culture (NG), high glucose (HG), low growth factor (LGF) and HG/LGF. Scale bar: 50 μm (E) Representative images (lower) and quantitative data (upper) of Transwell migration assay and microvascular formation assay using dfECFCs under NG, HG, LGF, and HG/LGF conditions. n = 3 independent experiments. * p < 0.05, ** p < 0.01, *** p < 0.001 by one-way ANOVA followed Tukey's post-hoc test. (F) Cell proliferation rate of dfECFCs under NG, HG, LGF, HG/LGF treatment measured using the MTT assay. n = 3 independent experiments. * p < 0.05, ** p < 0.01, by by one-way ANOVA followed by Tukey's post-hoc test. 3.6-fold increased respectively (S4A Fig). Cell motility and microvasculature formation were then determined and it was found that miR-134 reduced cell migration by 34% and tube formation ability by 51%, while overexpression of miR-370 in dfECFCs resulted in no significant change (Fig 3A) . Both miR-370 and miR-134 had no effect on cell proliferation or on cell cycle arrest (S4B and S4C Fig) . We also measured the effect of miR-370 and miR-134 overexpression on cell motility and microvasculature formation of HUVECs (S4D Fig). The findings were similar to that of ECFCs with only miR-134 overexpression leading to a decrease in cell migration and tube formation ( S4E Fig). Next we used an oligonucleotide antagomir to reduce the level of miR-134 in dfECFCs under NG and HG treatment conditions (Fig 3B) . The decreased level of miR-134 in HGdfECFCs was more than that in NG-dfECFCs (a 6.8 fold decrease in HG-dfECFCs vs. a 2.4 fold decreased in NG-dfECFCs) because the original level of miR-134 was higher in HG-dfECFCs. Inhibition of miR-134 did not increase cell migration and tube formation in NG-dfECFCs. However, knock-down of miR-134 partially restored the reduced functionality of HG-dfECFCs (Fig 3C and S5 Fig) . In addition, ECFCs from DM patients also expressed higher level of miR-134 than DF subjects. Inhibition of miR-134 in dmECFCs at 2.7 fold (Fig 3D) improved the migration and microvasculature formation activity of these cells by 3 fold and 2 fold, respectively (Fig 3E) . These results suggested that miR-134, which is abundant in HG-dfECFCs and dmECFCs, hampers the angiogenic activity of ECFCs.
Far infrared radiation rescues the functioning of ECFCs
Several previous studies have reported that FIR improves vascular endothelial function and augments angiogenesis [22, 23, 26] . We therefore explored whether FIR treatment restore the decreased activities of HG-dfECFCs and dmECFCs. HG-dfECFCs were treated with FIR for 30 or 40 minutes and the cells were then subjected to the Transwell migration and tube formation assays. Compared to HG-dfECFCs without FIR pretreatment, FIR improved HG-dfECFC motility and microvasculature structure formation by at least 1.8 and 1.6 fold, respectively ( Fig  4A and S6A Fig) . FIR also promoted these changes in dmECFC activities in a dose dependent manner (Fig 4B) . FIR treatment of 30 to 60 minutes increased dmECFC motility by 2-fold to 3.5-fold and enhanced microvasculature formation from 1.2-fold to 1.5-fold ( Fig 4B and S6B  Fig) . We next explored whether FIR improved the activities of HG-dfECFCs and dmECFCs via an inhibition of miR-134 expression. We detected miR-134 expression using RT-qPCR in dfECFCs from four subjects treated with or without FIR and found that the level of miR-134 was decreased after FIR treatment in four independent experiments (Fig 4C) . We next used a double manipulation approach to confirm the relationship between FIR and miR-134 (Fig 4D) . The decreased angiogenic activity caused by miR-134 overexpression was found to be rescued by FIR treatment (Fig 4E) . In order to determine the persistent effect of FIR, HG-dfECFCs and HG-dfECFCs with FIR treatment were subjected to Transwell migration and MTT assays. The expression of miR-134 was reduced by FIR and was persistent from day1 to day 10 after FIR treatment (S7A Fig). ECFC migration ability was enhanced by FIR treatment and this effect was persistent for 10 days after FIR treatment. However, the numbers of migrated cells were gradually decreased in both cell groups because of the prolong cultivation under HG condition (S7B Fig). MTT assay performed from the indicated day after FIR treatment showed FIR slightly promoted cell proliferation to around day 10 (S7C and S7D Fig) and then cell tend to die in HG- containing media (S7E Fig, indicated with #) . These findings suggested that FIR is able to reduce miR-134 to promote the functions of ECFCs and this effect could be persisted at least 10 days.
Microarray analyses reveal that NRIP1 was the miR-134 target
In order to determine the mechanism involved in regulating ECFC activity, we identified genes involved in FIR treatment by microarray analysis (GSE37044) [37] . We focused on genes that were enhanced by FIR ( Fig 5A) and predicted targets of miR-134 using SVMicrO. The 135 genes were subject to miRTar to narrow down the putative targets of miR-134 and 35 putative targets were identified (Fig 5A) . Among the top 10 enhanced genes that are putative miR-134 targets, 6 genes were reported to be involved in diabetes or angiogenesis. These six genes, namely potassium channel, inwardly rectifying subfamily J, member2 (KCNJ2) [38] , cytoplasmic polyadenylation element binding protein 4 (CPEB4) [39] , nuclear receptor-interacting protein 1 (NRIP1), transient receptor potential cation channel, subfamily M, member 7 (TRPM7) [40, 41] , Kruppellike factor 3 (KLF3) [42] and suppressor of cytokine signaling 5 (SOCS5) [43] (Fig 5A) . These genes were then validated using RT-qPCR. Isolated dfECFCs from four individuals were treated with FIR to determine the expression of the six targets. We found that only NRIP1was increased in all four FIR treated ECFC samples compared to non-FIR treated cells (Fig 5B and S8A Fig) . In addition, NRIP1 showed a lower expression level in HG-dfECFCs compared to NG-dfECFCs ( Fig 5C) . NRIP1 was also reduced in ECFCs from clinical DM patients (Fig 5D) . These results suggest that FIR treatment is able to reduce miR-134 expression, which in turn enhances the downstream expression level of NRIP1. In contrast, DM or HG treatment leads to miR-134 upregulation in ECFCs and a decrease in NRIP1 expression. We further investigated whether NIRP1 is a downstream target of miR-134. Overexpression of miR-134 in dfECFCs (S8B Fig) results in a reduction of 90% in NRIP1 expression (Fig 5E) . Combining FIR treatment with miR-134 overexpressed ECFCs reversed this decrease in NRIP1 expression and results in a similar level of expression to that found in the vector control (Fig 5F) . Furthermore, NRIP1 expression not only significantly increased in both antagomir treated NG-dfECFCs and HG-dfECFCs (Fig 5G and S8C Fig) , but also in dmECFCs with miR-134 antagomir treatment (Fig 5H) . We next used a 3'UTR luciferase reporter assay to clarify the direct targeting of NRIP1 by miR-134. The putative miR-134 binding region within the 3'UTR of NRIP1 is shown in Fig 5I. miR-134 overexpression repressed the luciferase activity of the wild type NRIP1 3'UTR, but this reduction was reversed using a mutated NRIP1's 3'UTR ( Fig 5J) . These findings suggested that miR-134 directly targets the 3' UTR of NRIP1 to attenuate angiogenic activity of ECFCs in vitro.
NRIP1 is involved in various ECFC activities and is crucial for miR-134 functionality
In order to explore the role of NRIP1 in ECFCs, we used shRNA to knockdown NRIP1 in dfECFCs (Fig 6A) and this led to a 2.5-fold reduction in cell motility and a 2-fold reduction in experiments. * p < 0.05 by one-way ANOVA followed by Tukey's post-hoc test. Scale bar: 50 μm (B) The expression levels of miR-134 under osmotic culture condition (NG) or under high glucose condition (HG) treated with scramble control and miR-134 antagomir (Anti-134) in dfECFCs as quantified by RT-qPCR. * p < 0.05 by one-way ANOVA followed by Tukey's post-hoc test n = 3 independent experiments. (C) Cellular migration assays (left) and tube formation assays (right) of NG-dfECFCs and HG-dfECFCs after scramble control and miR-134 antagomir (Anti-134) treatment. n = 3 independent experiments. * p < 0.05, ** p < 0.01, *** p < 0.001 by one-way ANOVA followed by Tukey's post-hoc test. (D) Expression levels of miR-134 in dfECFCs or antagomir treated dmECFCs using RT-qPCR. n = 3 independent experiments. * p < 0.05 by one-way ANOVA followed by Tukey's post-hoc test. (E) Representative images (lower) and quantitative data (upper) from the Transwell migration assays and tube formation assays of dfECFCs and antagomir treated dmECFCs. n = 3 independent experiments. * p < 0.05, ** p < 0.01 by one-way ANOVA followed by Tukey's post-hoc test. Scale bar: 50 μm. Vec, plasmid control; Scr, scramble; Anti-134, miR-134 antagomir. microvasculature structure formation (Fig 6B) . We further used an anti-miR-134 antagomir combined with shNRIP1 to clarify the interaction between miR-134 and NRIP1 (Fig 6C) . The increase in cell migration and tube formation activities caused by miR-134 inhibition was reduced by NRIP1 knockdown in dfECFCs (Fig 6D) . These results suggest that NRIP1 is a direct target of miR-134 and is involved in ECFCs functioning. We also determined the relation between FIR and NRIP1 by combining FIR treatment in NRIP1 knockdown or control HGdfECFCs. The expression of NRIP1 was determined to clarify the knockdown efficiency ( S9A  Fig). The FIR induced microvasculature formation in plasmid control HG-dfECFC was suppressed by inhibition of NRIP1 (S9B and S9C Fig). The results suggest the FIR modulates the functions of ECFCs through miR-134-NRIP1 axis.
FIR induces ECFC activation and promotes blood flow recovery using a mouse ischemic limb model
We next evaluated the therapeutic potential of FIR in terms of the in vivo angiogenic activity of HG-dfECFCs. Nude mice received femoral artery excision surgery to develop limb ischemia three days before ECFC injection. At 48 hours prior to transplantation, we overexpressed a vector control and miR-134 in the HG-dfECFCs. Furthermore, the ECFCs were treated with FIR one day before ECFC injection (Fig 7A) . At day 0 after injection, miR-134 and NRIP1 were detected using RT-qPCR to confirm that miR-134 expression was reduced and NRIP1 expression was increased by FIR (S10A Fig). A reduction in blood flow was observed in left leg after surgery (day 3) until ECFC injection (day 0) (Fig 7B) . HG-dfECFCs with different treatment were injected intramuscularly at the ischemic hindlimb from distal to the arterial occlusion site 3 days after surgery and the blood flow was then measured by Laser Doppler perfusion imaging (LDPI) at day 7 and day 14. Although blood flow in the ischemic leg had recovered slightly in the medium control group (the "EGM2" group) on day 14 (Fig 7B) , HG-dfECFCs transplantation (the "Vec" group) improved the blood flow ratio from 0.29 on day 0 to 0.6 on day 7 and 0.73 on day 14. In addition, the improvement of blood flow was more significant in FIR-treated HG-dfECFCs (the "Vec + FIR" group) with an increase in the ratio to 0.88 on day 7 and 1.0 on day 14, which is close to the pre-operation condition. Overexpression of miR-134 in the FIR-treated HG-dfECFCs (the "miR-134 + FIR") reduced the flow ratio to 0.67 on day 7 and 0.77 on day 14 (Fig 7B) .
To investigate the effects of FIR on the homing and angiogenic activities of the injected ECFCs, we conducted immunofluorescence staining of the mouse limb tissues at day 7 ( Fig  7C) and 14 (S10B Fig) after HG-dfECFCs injection. Capillary density was examined as an index of angiogenesis using immunostaining with CD31 antibody on day 7 (green, Fig 7C) and day 14 ( S10B Fig). The injected human HG-dfECFCs pre-labeled with PKH-26 fluorescence indicated that homing and involvement of ECFCs in microvascular repair did occur (red, Fig  7C) . Mice in the FIR treated HG-dfECFCs group (the "Vec + FIR" group) presented with more CD31 + /PKH-26 + double-positive cells (white arrowheads) in the capillaries of the limb muscle than the Vec and miR-134/FIR groups (Fig 7C; quantitative data in Fig 7D) . In addition, the capillary densities of the limb muscle were also higher in mice treated with FIR than the Vec and miR-134/FIR groups (Fig 7D) . The findings obtained using the ischemia limb model suggested that FIR is able to restore the angiogenic activity of HG-dfECFCs and improve vascular repair in mice in vivo.
expression in vector control and miR-134 overexpressed dfECFC with or without FIR treatment. * p < 0.05, ** p < 0.01, by one-way ANOVA followed by Tukey's post-hoc test. (E) Representative images (lower) and quantitative data (upper) from the Transwell cell migration assays and microvascular formation assays using vector control or miR-134 overexpressed dfECFCs with or without FIR treatment. n = 3 independent experiments. * p < 0.05, ** p < 0.01 by one-way ANOVA followed Tukey's post-hoc test. Scale bar: 50 μm.
doi:10.1371/journal.pone.0147067.g004
miR-134 and Endothelial Cell Dysfunction 
Discussion
Type 2 diabetes mellitus is a chronic metabolic disease and is a growing public health issue in the world [44] . T2D is associated with insulin resistance, hyperglycemia and dyslipidemia and is a risk factor for cardiovascular diseases [45] . In addition, patients with DM are predisposed to endothelial dysfunction and several vascular complications [46, 47] . Several mechanisms of endothelial dysfunction in DM have been identified including alteration in signaling related to eNOS activation, increased oxidative stress, activation of inflammatory processes and impaired mitochondrial functioning [48] . In this study, we focus on the effects of high glucose on a subset of endothelial progenitor cells, namely ECFCs, which display clonal proliferative potential and in vivo vascular formation activity [49] [50] [51] . Several studies have suggested that ECFCs are a potential cell source for regenerative medicine because of the ability of ECFCs to home onto ischemic regions, to increase microvascular density, to promote vascular repair and to help recovery of blood flow [52] [53] [54] [55] . Furthermore, ECFCs with high glucose treatment or isolated from GDM pregnancies have a slower cell proliferation rate, impaired cell migration ability and reduced tube formation ability [9, 10] . In this study, ECFCs treated with HG also show similar results to those presented in a previous study. In addition, ECFCs treated with HG/LGF show poorer ECFC functionalities than the HG group (Fig 1E and 1F ) and this result is reasonable since the HG/LGF group mimics the physical reaction of the poorest progression of DM patients. We have also identified that HG increases three miRNAs in ECFCs, namely miR-370, miR-183-5p and miR-134. However, only miR-370 and miR-134 show enhanced expression levels in dmECFCs. Overexpression of miR-134, but not of miR-370, in dfECFCs results in decreased cell migration and poorer tube formation ability (Fig 3A) . Although dmECFCs show higher level of miR-370 than dfECFCs, it seems that miR-370 may also regulate other cellular mechanisms in DM. According to previous studies, miR-370 is a lipid metabolism-related miRNA [56] and the increased miR-370 expression in hyperlipidemia patients has been positively correlated with the severity of coronary artery disease [57] . Several genes, including sterol-regulatory element binding protein 1c (SREBP-1c), enzymes diacylglycerol acyltransferase-2 (DGAT2), fatty acid synthase (FAS) and acyl-CoA carboxylase 1 (ACC1), that are all involved in regulation of fatty acid and triglyceride biosynthesis, are increased by miR-370 in HepG2 cells. miR-370 also targets carnitine palmitoyltransferase 1α (Cpt1α), which is a mitochondria enzyme and is involved in transportation of long-chain fatty acid for energy production, resulting in a decreased rate of beta oxidation [58] . The accumulation of hepatic fatty acid has been shown to be associated with insulin resistance and metabolic syndrome. Previous studies have suggested that miR-134 overexpression promotes neuronal cell death and apoptosis by regulating response element-binding protein (CREB) signaling and targeting heat shock protein A12B (HSPA12B) [59, 60] . In retinal ganglion cells (RGCs), miR-134 is increased by H 2 O 2 treatment and lead to RGC apoptosis [61] . However, miR-134 overexpression in ECFCs did not alter their cell proliferation rate based on the results from the MTT assays or result in cell cycle arrest based on the flow cytometry analysis. Our results and previous studies both show that decreased ECFC proliferation in DM and in high glucose condition, NRIP1 expression in miR-134 overexpressed dfECFCs (E) and in combination with FIR treatment (F). n = 3 independent experiments. * p < 0.05 (E) by Mann-Whitney U test, * p < 0.05, ** p < 0.01 (F) by one-way ANOVA followed by Tukey's post-hoc test. (G, H) The expression levels of NRIP1 in HGdfECFCs or dmECFCs treated with scramble control or miR-134 antagomir. n = 3 independent experiments. * p < 0.05, ** p < 0.01 one-way ANOVA followed by Tukey's post-hoc test. (I) Structure of the NRIP1 transcript and the predicted miR-134 binding site on the NRIP1-3'UTR. (J) The relative luciferase activities of the vector control or miR-134 overexpressed 293T cells co-transfected with the wild type or mutant NRIP1 3'UTR reporter plasmids (right panels). Luciferase activity was normalized against the vector control group and are presented as the mean + SD. The expression levels of each miRNAs as detected by RT-qPCR (left panels). n = 3 independent experiments. * p < 0.05 by one-way ANOVA followed by Tukey's post-hoc test. Scr, scramble control; Vec, plasmid control; Wt, wild type 3'UTR of NRIP1; Mut, mutated 3'UTR of NRIP1. but it seems that this occurs in a miR-134-independent manner. In contrast, miR-134 was first identified as an angiogenic modulator that decreases ECFC migration and microvascular formation. Hyperglycemia damages endothelial cells by several mechanisms including increased reactive oxygen species, decreased nitric oxide (NO) bioavailability, augmentation of glycation end products (AGEs) and an over-activated hexosamine pathway [62] . HG-treated ECFCs have been shown to have decreased levels of phosphorylated endothelial nitric oxide synthase (eNOS) and bioavailable NO [9] . However, whether hyperglycemia also impairs ECFCs via these mechanisms in endothelial cells is still unknown. Furthermore, whether reactive nitrogen species (RNS) or reactive oxygen species (ROS) participate in the HG-induced miR-134 modulation of ECFCs motility and tube formation need further investigation.
We explored how NRIP1 regulates ECFC activities and is the target of miR-134 in this study. NRIP1 controls several physiological responses via binding with other transcription factors and histone modifying enzymes such that it can act as either a coactivator or a corepressor [63] . A previous study has reported that NRIP1 expression is higher in diabetes patients and correlates with inflammatory cytokines in plasma and peripheral blood mononuclear cells (PBMCs) [64] . In human skeletal muscle, insulin triggers the mitogen-activated protein kinase (MAPK) and phosphoinositide 3-kinase (PI3K)-Akt pathways to phosphorylate TBC1 domain family, member 4 (TBC1D4, also called AS160), a Rab-GTPase-activating protein (Rab-GAP) [65] . This then results in the translocation of glucose transporter type 4 (GLUT4) storage vesicles to plasma membrane and increased glucose uptake. However, cytoplasmic NRIP1 impairs GLUT4 trafficking via interacting with AS160, which reduces the level of Akt-mediated phosphorylation [66] . These results suggest that NRIP1 acts as negative regulator in relation to glucose uptake and thus would seem likely to contribute to various metabolism diseases. Further investigation is needed to address how NRIP1 modulates ECFC activities and if any factors that bind with NRIP1 are able to exert angiogenic activities.
FIR is an electromagnetic radiation with wavelengths from 5.6-1000 um. FIR has been applied to a variety of fields such as food preservation [67] and health improvement, including increased growth, better sleep [20] , better microcirculation [25, 68] , improved wound healing [69] and decreased chronic pain [21] . In this study, FIR treated HG-dfECFCs improved blood flow recovery in hindlimb ischemia model, which is a simpler model of peripheral arterial disease and is useful for testing new therapies. Notably, the variability in the result of Laser Doppler results of blood flow may arise from inconsistently positioned leg and different sizes regions of interest. We minimized the variability in data analysis by fixing selected size in interested region with moor LDI software. A previous study has shown that FIR activates p38 and extracellular signal-regulated kinase (ERK), rather than Akt and c-Jun N-terminal protein kinases (JNK), to promote angiogenic activities after 30 minutes of FIR radiation [70] . In renal cell carcinoma cells, miR-134 also modulates the MAPK/ERK pathway and acts as a tumor suppressor [71] . However, whether the above-mentioned signaling pathways are affected by miR-134 regulation under FIR treatment and the detailed interactions that occur between miR-134 and these pathways need further investigation. Nevertheless, miR-134 seems to be a marker for determining the effectiveness of FIR treatment.
Endothelial nitric oxide synthase (eNOS), an enzyme that generates nitric oxide (NO), is crucial for normal endothelial functions, including modulation of vascular dilator tone and microvascular formation assays (lower) using ECFCs infected with control or NRIP1 shRNA plasmids. n = 3 independent experiments. * p < 0.05 by MannWhitney U test. Scale bar: 50 μm. (C) The expression levels of miR-134 and NRIP1 in dfECFCs treated with miR-134 antagomir and NRIP1 shRNA as a double manipulation. n = 3 independent experiments. * p < 0.05, ** p < 0.01 by one-way ANOVA followed by Tukey's post-hoc test. (D) Representative images (upper) and quantitative data (lower) of the Transwell cell migration assays (left) and tube formation assays (right) using dfECFCs with miR-134 antagomir and NRIP1 shRNA as a double manipulation. n = 3 independent experiments. * p < 0.05, ** p < 0.01 by one-way ANOVA followed by Tukey's post-hoc test. Scale bar: 50 μm. Ctrl: plasmid control, shNRIP1: NRIP1 shRNA, Anti-miR-134: miR-134 antagomir.
doi:10.1371/journal.pone.0147067.g006 miR-134 and Endothelial Cell Dysfunction protection of vessels from injurious consequences. Dysregulation of eNOS activities and diminish release of NO contribute to several physical diseases. Repeat FIR sauna treatment increases eNOS, augments angiogenesis [26, 72] and attenuates cardiac remodeling after myocardial infarction (MI) [73] . However, HMVECs treated with FIR emitter do not show an increase in phosphorylated eNOS. Based on our microarray datasets, there is also no significant enhancement of eNOS in ECFCs treated with FIR when comparing to non-FIR treatment. The discrepancy may be due to differences in the FIR devices used or to differences in the duration of FIR treatment; these differences also need further investigation.
In addition to hyperglycemia, elevated free fatty acids (FFA) and dysregulated hormones are common issues in diabetes and contribute to endothelial dysfunctions. Comparing the obese nondiabetic subjects with T2D patients, saturated fatty acids (SFA), but not polyunsaturated fatty acids (PUFA), increase significantly in the plasma of DM patients [74] . Several studies have showed that FFAs decrease NOS activity and reduce NO production in endothelial cells by impairing PLC-medicated Ca 2+ signaling or inhibiting insulin-induced insulin receptor substrate 1 (IRS-1) and Akt pathway [75, 76] . Saturated fatty acid, especially palmitic acid (PA), is the most studied fatty acid in ECFCs. PA activates p38 MAPK, JNK or Akt to increase apoptosis or decrease angiogenic activities of ECFCs in a dose-dependent manner [77, 78] . However, the effects of PA are different depend on the concentration. Only diabetic PA, but not physiologic PA, impairs ECFC proliferation through decreasing phosphorylation form of STAT5 [79] . Whether other saturated, monounsaturated or polyunsaturated FAs, regulate ECFC angiogenic activities remains unclear. Stress response is a reaction to deal with anything that disrupts the body homeostasis. Chronic stress induces hormones, such as glucocorticoids (GC) and catecholamines, which not only regulate angiogenic activities [80, 81] , but also lead to various manifestations of metabolic syndrome, including diabetes [82] . ECFCs isolated from GC-induced avascular osteonecrosis of the femoral head show decreased cell proliferation and tube formation capacities when compared to healthy subjects [83] . In addition, dopamine induces endocytosis of VEGF receptor 2 and results in preventing VEGFA-induced angiogenesis [84] . Dopamine also reduces VEGFAinduced mobilization of bone marrow CD45 -CD34 + VEGFR2 + cells to peripheral blood and results in restrained tumor growth [85] . However, norepinephrine shows opposite effect on mobilization of CD45 -CD34 + VEGFR2 + cells in mice with hindlimb ischemia [86] . The consequence of FFA and stress-induced hormones to ECFCs and mature endothelial cells varies considerably depending on the cellular milieu and need further studies.
Conclusions
In this study, we are the first to provide the evidence that FIR treatment suppresses miR-134, which is induced under HG condition. The reduction of miR-134 results in increasing NRIP1 level and thus improves the angiogenic activities of ECFCs in vitro. The FIR treated HGdfECFCs also show that this treatment has in vivo therapeutic potential since it improves blood flow perfusion using a hindlimb ischemic model. Our findings provide a biological effect for FIR and suggest that FIR treatment may be able to improve the progression of DM patients. 
